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Abstract
Introduction
Exposure to air pollution impairs aspects of endothelial function such as flow-mediated dila-
tion (FMD). Outdoor exercisers are frequently exposed to air pollution, but how exercising in
air pollution affects endothelial function and how these effects are modified by exercise
intensity are poorly understood.
Objectives
Therefore, the purpose of this study was to determine the effects of low-intensity and high-
intensity cycling with diesel exhaust (DE) exposure on FMD, blood pressure, plasma nitrite
and nitrate (NOx) and endothelin-1.
Methods
Eighteen males performed 30-minute trials of low or high-intensity cycling (30% and 60% of
power at VO2peak) or a resting control condition. For each subject, each trial was performed
once while breathing filtered air (FA) and once while breathing DE (300ug/m3 of PM2.5, six
trials in total). Preceding exposure, immediately post-exposure, 1 hour and 2 hours post-
exposure, FMD, blood pressure and plasma endothelin-1 and NOx concentrations were
measured. Data were analyzed using repeated-measures ANOVA and linear mixed model.
Results
Following exercise in DE, plasma NOx significantly increased and was significantly greater
than FA (p<0.05). Two hours following DE exposure, endothelin-1 was significantly less
than FA (p = 0.037) but exercise intensity did not modify this response. DE exposure did not
affect FMD or blood pressure.
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Conclusion
Our results suggest that exercising in DE did not adversely affect plasma NOX, endothelin-1,
FMD and blood pressure. Therefore, recommendations for healthy individuals to moderate or
avoid exercise during bouts of high pollution appear to have no acute protective effect.
Introduction
The endothelium is a thin layer of cells located on the inner lumen of the blood vessel which
sense mechanical and chemical stimuli and respond by releasing substances that regulate vas-
cular tone, cell adhesion, thrombosis, smooth cell proliferation and inflammation.[1] Endothe-
lial dysfunction is characterized by impaired vasodilation, a pro-inflammatory state, and pro-
thrombotic tendencies [2] and is considered a key event in the development of atherosclerosis.
[3]
Compared to active individuals, sedentary individuals have impaired endothelial function
as demonstrated by attenuated vasodilation in response to mechanical stimuli,[4] and
improvements in endothelial function occur with regular exercise.[5] Conversely, in healthy
individuals and in those with cardiovascular disease, exposure to air pollution containing PM
impairs endothelial function [6] and specifically diesel exhaust (DE) exposure impairs vascular
and fibrinolytic function [7] and components of DE (such as PM) cause vasoconstriction and
endothelial dysfunction.[6]
The effects of exercise on the cardiovascular system are clear; specifically, the abovemen-
tioned improvement in endothelial function with regular exercise is a key mechanism in the
reduction of cardiovascular disease risk.[8] However, during exercise, factors such as greater
minute ventilation, higher particle deposition fraction, total particle deposition, and oral
breathing increase the dose of air pollution,[9,10] which may result in greater air pollution-
mediated adverse effects than during rest. Furthermore, with increasing exercise intensity, the
dose of air pollution should theoretically be greater, which could then increase the magnitude
of physiological and health effects of air pollution beyond that during rest or lower intensity
exercise. However, the limited research on how PM or DE exposure during exercise acutely
affect endothelial function is conflicting.[11–14] For example, in healthy individuals, some
research suggests that acute exposure to high levels of PM1 (gasoline engine) during exercise
impairs vascular function as measured by FMD [11,12,15] and increases pulmonary artery
pressure [11]. In contrast, acute exposure to high levels of PM2.5 with exercise does not cause
microvascular dysfunction [16,17] despite the dysfunction being present with rest [17], imply-
ing that exercise may offset the adverse effects of PM. Of the studies assessing the effect of
exercising in air pollution on endothelial/vascular function no studies address how exercise
intensity could alter the physiological response to air pollution.
Understanding how a key mechanism in cardiovascular health, such as endothelial func-
tion, is affected by DE exposure during exercise would provide greater insight into the interac-
tion between air pollution, exercise, and health. A better insight into this relationship would
also allow us to advise individuals about how to modify exercise routines during bouts of high
air pollution. To this end, the purpose of this study was to determine the acute endothelial
responses to low- and high-intensity cycling with DE exposure. We hypothesized that DE
exposure would impair the normal endothelial response to exercise and rest and any physio-
logical effects due to DE would be magnified as exercise intensity increases.
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Materials and methods
Data collection for this study occurred as part of a larger study looking at interactions between
exercise and air pollution. Overall methodology is explained in detail in another publication,
[18] but briefly: eighteen recreationally active male participants attended the laboratory on
seven occasions. The initial visit served for familiarization and maximal exercise testing. On
the remaining testing days, participants performed 30-min trials of low-intensity cycling,
high-intensity cycling, or rest. Each intensity (including rest) was performed once in filtered
air (FA) and once in DE containing 300 μg/m3 of PM2.5, for a total of six trials, each of which
was separated by a 7-day period and occurred at the same time of day. Exercise intensity and
the exposure (FA and DE) were randomized with both the participant and the researcher
blinded to the exposure condition. Prior to all visits, participants were asked to refrain from
food high in nitrites and nitrates for 48 h, exhaustive exercise and alcohol for 24 h, caffeine for
6 h, and food or non-water beverages for 2 h. Participants were also asked to maintain the
same pre-test routine including the same mode of travel to the laboratory and pre-test meal,
and were asked to avoid vitamin supplementation for the duration of the study.
The Clinical Research Ethics Board of the University of British Columbia approved this
study. Participants had an orientation session and a reflection period before signing the writ-
ten informed consent. The sample size was calculated based on a minimal detectable difference
in FMD of 1.59%, using an effect size of 0.32, a power of 0.8, and an alpha of 0.05,[11] and a
minimal detectable difference in endothelin-1 of 0.27 pg/ml, using an effect size of 0.59, a
power of 0.8, and an alpha of 0.05.[19]
Exercise apparatus
Exercise tests were performed using a Velotron Dynafit Pro cycle ergometer (Racermate Inc,
Seattle, WA, USA). During trials, participants breathed through a facemask (7450 Series, Hans
Rudolph Inc, Kansas City, MO, USA) attached to a low-resistance, non-rebreathing valve
(NRB 2700, Hans Rudolph Inc, Kansas City, MO, USA) to collect respiratory and metabolic
data that have been previously reported.[18] Participants remained outside the environmental
booth but were connected to the booth via 3.2 cm diameter hoses (made from a high perfor-
mance ethylene-vinyl acetate copolymer) at both the inspired and expired sides of the non-
rebreathing valve.
Introductory session (Day 1)
Day 1 consisted of familiarization with all study procedures and performance of a maximal
exercise test on a cycle ergometer. For the maximal exercise test, the cycling work rate started
at 100 W and increased by 0.5 W/s until volitional exhaustion. Peak power was taken as the
power output before cycling cadence dropped below 60 revolutions per min. _VO2Peak values
were taken as the highest 10 s average. To exclude those subjects with possible exercised-
induced bronchoconstriction, any individual with a post-exercise decrease in forced expiratory
volume in 1 second by 10% or greater was excluded from the study.
Testing days (Days 2–7)
Testing Days 2–7 consisted of 30 min trials of cycling or 30 min of rest. Thirty minutes of exer-
cise/exposure was chosen, as it was the longest duration that participants could cycle at the
highest intensity, additionally it was chosen to represent the average duration of a cycle com-
mute.[20] Work rates on cycling days were based on the peak power achieved during the maxi-
mal exercise test. Low-intensity cycling was set at 30% of the power at. _VO2Peak (mean (sd):
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96.1 (17.7) W) and high-intensity cycling was set at 60% of power at. _VO2Peak (192.2 (35.3) W).
Control exposures involved sitting for the same period of time (30 min), but without perform-
ing exercise. Prior to, immediately post, 1 h, and 2 h post-exposure endothelial function by
flow-mediated dilation (FMD), blood pressure, plasma endothelin-1 and the sum of plasma
nitrite and nitrate (plasma NOx) were measured.
Endothelial function
Endothelial function was measured by FMD; this technique assesses the change in diameter of
the brachial artery following occlusion of the vessel with a pneumatic cuff. Prior to each sam-
pling test, participants rested supine for 20 min. During the test, each participant’s left arm
was extended and supported at an abduction angle of ~80˚ from the torso. For assessment of
the FMD response, a blood pressure cuff was positioned on the imaged arm, distal to the olec-
ranon process to provide a stimulus of forearm ischemia. The brachial artery was imaged in
the distal third of the upper arm; the site of measurement as well as transducer angle was the
same for each person for all trials. Following a 20-min resting period, the brachial artery diam-
eter was measured at baseline for one min. Subsequently, the occlusion cuff was inflated to
>200 mmHg for five min. Brachial artery diameter recordings were made at least 30 s before
cuff deflation and continued for at least three min after deflation.
Endothelial function apparatus. A Logiq I portable ultrasound scanner in 2D (General
Electric Inc., Fairfield CT, USA), with a vascular transducer, was used to obtain continuous
images. These images were then captured as a video using a commercially available frame
grabber (VGA2USB LR frame grabber, Epiphan Systems, Ottawa, Ontario) at 10 frames per
second. Brachial artery diameters were analyzed from the video continuously using an edge
detection and wall-tracking software (Medical Image Applications, Vascular Research Tolls 5,
Coralville, IA). One individual who was blinded to the exposure condition performed scans
and subsequent analysis. Baseline brachial artery diameter coefficient of variation was 4
(1.9)%, which is similar to other studies. [21]
Endothelial function data processing. Brachial artery diameter was measured in 17 of 18
participants, due to an inability to acquire adequate images in one participant. Data acquired
during imaging included pre-occlusion brachial artery diameter, peak post-occlusion brachial
artery diameter, FMD, and time to peak dilation (TTP). Pre-occlusion artery diameter was
determined as the mean of one min prior to cuff inflation. Peak post-occlusion artery diameter
was automatically identified as the maximum median within a 30-frame bracket of data (3 sec-
onds). Each bracket of data included a 20% overlap with the previous bracket. The maximum
value of all the calculated median values was automatically detected and chosen to represent
the peak of the diameter curve. Flow-mediated dilation was calculated as the percentage rise of
this peak diameter from the preceding baseline diameter. One measure of brachial artery
diameter was not used due to a technical error during the measurement; to prevent complete
exclusion of this participant, the missing value was imputed using regression.[22]
Plasma endothelin-1 and NOx
Blood samples were taken from the right antecubital fossa with a 21-gauge needle. All blood
samples were immediately centrifuged at 1500 g for 20 min to separate plasma from formed
elements. Plasma was extracted, frozen, and stored at -80˚C until assayed. Plasma concentra-
tions of endothelin-1 were determined in duplicate using commercially available enzyme-
linked immunosorbent assay (ELISA) kits (Endothelin-1 Immunoassay Quantikine ELISA,
R&D Systems, MN, USA) and according to the procedures outlined by the manufacturer.
Plasma levels of endothelin-1 were measured using a Versa Max microplate reader (Molecular
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Devices Corporation, CA, USA). The intra assay coefficient of variation for endothelin-1 was
3.5%.
Nitric oxide has a very short half-life; therefore, end products of nitric oxide such as nitrate
and nitrite are used as indicators of NO production, and the sum of plasma nitrite and nitrate
is referred to as plasma NOx. Plasma nitrite and nitrate levels were determined in duplicate
using a commercially available assay kit (total nitric oxide and nitrate/nitrite assay, R&D Sys-
tems MN, USA) according to the procedures of the manufacturer. Plasma levels of nitrite and
nitrate were measured using a BioTek 96-well plate reader (BioTek Instruments, Winooski,
VT, US). The intra assay coefficient of variation for nitrite and nitrate assays within the current
study was 6.2%. Of the 432 blood samples taken two samples were unable to be collected. To
prevent complete exclusion of those subjects with missing measurements and based on the rec-
ommendations of a statistician, the missing values were replaced using regression imputation.
[22]
Levels of endothelin-1 and plasma NOx were adjusted for changes in plasma volume from
baseline. The estimated post-exercise concentration of markers due to plasma volume changes
alone was estimated using the following equation:[23]
Concentration
ESTIMATED¼HctPOSTXð100  HctPREÞHctPREXð100  HctPOST Þ
XConcentrationPRE
where Hct represents hematocrit. The adjusted concentration was then calculated by subtract-
ing the estimated concentration due to plasma volume changes from the pre-concentration;
this difference was then added to the measured concentration within the plasma and is detailed
in the following equation:
ConcentrationADJUSTED ¼ ðConcentrationPRE   ConcentrationESTIMATEDÞ þ ConcetrationMEASURED
Blood pressure
Blood pressure was measured following 20 minutes of supine rest. Systolic blood pressure
(SBP) and diastolic blood pressure (DBP) were measured in triplicate using an automated
device (BPA-060-0CA, HoMedics, Commerce Township, MI, USA) with at least one min
between measures and the average of the final two measurements was used. Mean arterial pres-
sure (MAP) was estimated as ((2•DBP)+SBP)/3.
Exposure setup
All exposures were performed using an environmental exposure booth that is explained in
detail elsewhere,[24] but was modified only in that load was constant at 2.5kW. For DE expo-
sures, participants were exposed to calibrated, aged, and diluted DE containing 300μg/m3 of
PM2.5. In-booth PM mass concentration measurements were made using a Tapered Element
Oscillating Microbalance (TEOM; Model 1400a, Rupprecht & Pattashnick, Albany, NY, USA)
using 10 min averages. A TSI Scanning Mobility Particle Scanner (Model 3936, TSI, Shore-
view, MN, USA) classified the particle size distribution between 2.5 nm and 1000 nm. Thermo
Model 48C and Model 42C analyzers (Thermo Fisher Scientific, Mississauga, ON, Canada)
were used to measure and record carbon monoxide and oxides of nitrogen concentration lev-
els in the exposure booth, respectively. A GrayWolf TG-503 probe was placed within the expo-
sure booth and used to measure the total volatile organic compounds (TVOC), relative
humidity, and temperature in real-time. For FA exposures, participants were exposed to com-
pressed, HEPA-filtered air.
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Statistical analysis
Statistical analyses were completed using SPSS software (SPSS Inc, version 20, Chicago, IL)
and analyses were chosen through consultation with a statistician. Data were analyzed using a
2 (exposure: FA vs. DE) x 3 (intensity: rest, low-intensity, high-intensity) x 4 (time: pre, post, 1
h, 2 h) repeated measures ANOVA. For all repeated measures ANOVA the Huynh-Feldt
adjustment was used to correct for violations of sphericity. Main or interaction effects were
further analyzed using pair-wise comparisons and significance was adjusted to account for
multiple comparisons using the Sidak adjustment. Analysis (results detailed below) revealed
that exercise affects pre-occlusion baseline diameter which may influence the degree of FMD.
[25] Therefore FMD was subsequently analysed using a linear mixed model similar to previ-
ously described analysis.[26] Specifically, pre-occlusion artery diameter and peak diameter
were logarithmically transformed (LogPre-occlusion and LogPeak) and the change in diameter
was calculated on the logarithmic scale (ΔLogMM). In the mixed model, the ΔLogMM was
entered as the dependent variable, the exposure condition, exercise intensity and time were
entered as fixed factors, and LogPre-occlusion diameter as a random factor.[27] Covariate
adjusted means for ΔLogMM were back-transformed and then converted to a corrected FMD
by subtracting 1 from the back-transformed values and multiplying by 100.[26] All means
related to the linear mixed model are presented as corrected FMD values and the statistical
results presented are those obtained using the ΔLogMM in the linear mixed model. All means
are reported with standard deviations in parentheses and data are considered statistically sig-
nificant if p<0.05.
Results
Eighteen recreationally active males (age 24.5 (6.2) yr (mean (sd)); height: 1.78 (0.08) m; body
mass: 74.2 (10.5) kg) had a mean. _VO2Peakof 55.0 (9.1) mL•kg
-1•min-1, a mean maximum
power output of 320.4 (58.9) W, and a mean maximum heart rate of 182.1 (12.7) bpm.
Baseline levels of all outcome variables were not significantly different across the six test
days (p>0.05). All participants performed all six trials, although three participants were unable
to finish the high-intensity trial in DE due to volitional exhaustion. In individuals who were
unable to finish the first high-intensity trial, the second high-intensity exercise trial was
designed to mimic the first; therefore, the duration in trial two was matched to that of the first
trial. Mean (SD) PM2.5 during DE and FA exposures were 302.1 (6.50) and 9.30 (6.20) μg/m3
respectively. Mean particle number concentration (PNC) during DE and FA exposures were
0.14 x 104 and 61.60 x 104 (#/cm3). Median particle diameter during DE and FA exposures was
59.4 (1.80) and 87.70 (0.60) nm. Mean NO2 during DE and FA exposures was 0.04 (0.04) and
0.58 (0.15) ppm. Mean NO during DE and FA exposures was 0.02 (0.02) and 7.00 (0.09) ppm.
Mean carbon monoxide during DE and FA exposures was 3.00 (0.40) and 13.9 (2.10) ppm.
Total VOC’s during DE and FA exposures was 106 (62.8) and 1310 (226.3) ppb.
Endothelial function
Mean baseline pre-occlusion diameter, peak artery diameter, FMD, and TTP were 4.26 (0.35)
mm, 4.53 (0.59) mm, 6.5 (1.6) %, and 52.2 (9.3) s respectively. The repeated measures ANOVA
indicated that there was a significant two-way interaction (intensity-by-time) for pre-occlusion
artery diameter (p = 0.003, Fig 1A), peak artery diameter (p = 0.005, Fig 1B), and TTP
(p<0.001, Fig 1C), which all increased following high-intensity exercise. Immediately follow-
ing high-intensity exercise, pre-occlusion artery diameter was significantly greater than pre-
exercise (p = 0.01, 4.45 (0.45) mm vs. 4.27 (0.37) mm). Pre-occlusion artery diameter was
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significantly greater in high-intensity exercise compared to rest (p = 0.04, 4.45 (0.45) mm vs.
4.25 (0.39) mm,). Post hoc comparisons for peak artery diameter did not reveal significant dif-
ferences. Compared to pre exposure/exercise measures TTP significantly decreased 1 h follow
rest (p = 0.01, 55.53 (12.69) s vs. 43.58 (8.80) s). In contrast, TTP was significantly greater
immediately following high-intensity cycling (80.96 (18.66) s) compared to pre-exercise
(p<0.001, 54.19 (9.91) s), and 1 h (p<0.001, 55.56 (12.49) s) and 2 h post exercise (p<0.001,
48.74 (11.12) s). TTP was significantly greater immediately post high-intensity cycling (80.96
(18.66) s) compared to low-intensity (p<0.001, 56.29 (14.58)) and rest (p<0.001, 47.83 (10.22)
s) and 1 h post high-intensity cycling (55.56 (12.09) s) compared to low-intensity (p = 0.04, vs.
48.10 (6.40) s) and rest (p = 0.03,43.58 (8.80) s).
The repeated measures ANOVA did not reveal any significant interaction effects (expo-
sure-by-intensity-by-time: F = 1.021, p>0.05; exposure-by-intensity: F = 3.362, p>0.05; expo-
sure-by-time F = 0.477, p>0.05; intensity-by-time: F = 0.702, p>0.05) but revealed a main
effect of time for FMD (p = 0.01) and post hoc analysis revealed that immediately following
exercise/exposure, FMD was significantly less than pre exercise/exposure (p = 0.003, 6.40
(1.61) % vs. 5.00 (1.75) %).
A linear mixed model analysis revealed that time (F = 7.482, p<0.001) had a significant
effect on ΔLogMM. Specifically, prior to exercise/exposure, ΔLogMM was significantly greater
than immediately following (p<0.001, Estimate: -0.011 (0.01)) and 1 hr post (p = 0.001, Esti-
mate: -0.010 (0.01)). A summary of uncorrected and corrected FMD values can found in
Table 1.
Uncorrected data is obtained from estimated means from the repeated measures ANOVA.
All corrected data are calculated through back transformation of ΔLogMM from the linear
mixed model. The statistical results presented are those obtained using the ΔLogMM in the lin-
ear mixed model.
Plasma NOx
There was a significant three-way interaction (exposure-by-intensity-by-time) for plasma NOx
(Fig 2, p = 0.006). Post hoc analysis showed that following low- and high-intensity exercise in
DE but not FA, plasma NOx levels were significantly higher than pre-exercise values (Low-
intensity: pre vs. post p = 0.013, pre vs. 1 h post p<0.001; high-intensity: pre vs. post p<0.001,
pre vs. 1 h post p<0.001, pre vs. 2 h post p = 0.001). Following low- and high-intensity exercise,
plasma NOx values were significantly higher in DE compared to FA (Low-intensity: immedi-
ately post p = 0.02, 1 h post p = 0.07; high-intensity: immediately post p = 0.02, 1 h post
p = 0.04). Plasma NOx was significantly greater following low- and high-intensity exercise in
DE compared to rest (Immediately post: rest vs. low-intensity p = 0.024, rest vs. high-intensity
p<0.001; 1 h post: rest vs. low-intensity p = 0.002, rest vs. high-intensity p<0.001; 2 h post:
Fig 1. Mean (a) pre-occlusion artery diameter, (b) peak artery diameter, (c) time to peak dilation in 17 recreationally
active males prior to and following rest, low-intensity, or high-intensity cycling. Error bars represent SD.  =
significantly less than post for high-intensity only.  = significant difference between high-intensity compared to low-
intensity and rest at the same time point. β = significant difference between high-intensity compared rest at the same
time point.
https://doi.org/10.1371/journal.pone.0192419.g001
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rest vs. low-intensity p = 0.012, rest vs. high-intensity p<0.001). Immediately post-rest reduc-
tion in plasma NOx in FA (p = 0.005).
Endothelin-1
There was a significant exposure-by-time interaction for plasma endothelin-1 (p = 0.003; Fig
3A). In both FA and DE, endothelin-1 levels increased over time; specifically, 2h following
exposure to FA, plasma endothelin-1 (1.48 (0.28) pg•ml-1) was significantly greater than pre
exposure (p<0.001, 1.20 (0.27) pg•ml-1), post exposure (p = 0.003, 1.28 (0.30) pg•ml-1) and 1 h
post exposure (p = 0.005, 1.31 (0.30) pg•ml-1). One hour following exposure to DE, endothe-
lin-1 (1.35 (0.36) pg•ml-1) was significantly greater than pre exposure (p = 0.023, 1.21 (0.30)
pg•ml-1). Two hours following exposure to DE, endothelin-1 (1.36 (0.37) pg•ml-1) was signifi-
cantly less than following FA (p = 0.037, 1.48 (0.28) pg•ml-1).
There was also a significant intensity-by-time interaction (p = 0.001, Fig 3B) for endothelin-
1. Two hours following high-intensity cycling plasma endothelin-1 levels (1.54 (0.36) pg•ml-1)
were significantly greater than pre exercise (p = 0.001, 1.17 (0.26) pg/ml), post exercise
(p = 0.005, 1.24 (0.29) pg•ml-1), and 1 h post exercise (p = 0.024, 1.29 (0.31) pg•ml-1). Endothe-
lin-1 was significantly greater 2 h post high-intensity exercise compared to 2 h following low-
intensity exercise (p = 0.003, 1.37 (0.35) pg•ml-1) and rest (p = 0.035,1.35 (0.31) pg•ml-1)
Blood pressure
There was a main effect of intensity on MAP (p = 0.03, 86.79 (5.72) mmHg vs. 86.06 (4.65)
mmHg vs. 85.27 (4.63) mmHg, for rest, low-intensity, and high-intensity respectively); how-
ever, post hoc analysis did not reveal significant differences. There was a significant intensity-
by-time interaction for SBP (p = 0.014); 1 h following rest SBP (118.50 (8.27) mmHg) was sig-
nificantly higher than 1 h following low-intensity (p = 0.005, 114.60 (6.33) mmHg) and 1 h fol-
lowing high intensity cycling (p = 0.036, 114.22 (6.11) mmHg). Additionally, 2 h following
high-intensity cycling, SBP (114.85 (6.73) mmHg) was significantly lower than following rest
(p<0.001,119.51 (8.84) mmHg) or low-intensity cycling (p = 0.001, 117.93 (7.87) mmHg).
Table 1. The main effects of time, exposure condition and intensity on FMD (Mean (SD)) in 17 recreationally
active males.
Uncorrected FMD Corrected FMD
Mean (SD)
Prior to and following exercise or rest
Pre 6.40 (1.61) 5.30 (1.16)
Post 5.00 (1.75) 4.08 (1.10)
1 h post 5.32 (1.74) 4.31 (1.15)
2 h post 5.88 (1.33) 4.85 (1.14)
Diesel exhaust and filtered air
Filtered Air 5.65 (1.39) 4.62 (0.99)
Diesel 5.65 (1.30) 4.65 (1.00)
Rest, low and high intensity exercise
Rest 5.84 (1.31) 4.75 (1.12)
Low Intensity 5.79 (1.58) 4.69 (1.10)
High-Intensity 5.32 (1.55) 4.46 (1.05)
 significantly less than pre-exercise in the corresponding column, p<0.05
 significantly less than post, p< 0.05
https://doi.org/10.1371/journal.pone.0192419.t001
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Discussion
This is the first study to examine how parameters of vascular function respond to exercise of
varying intensities in DE. We found that following exercise in DE, plasma NOx was
Fig 2. Mean plasma NOx in 18 recreationally active males prior to and following 30-min of (a) rest, (b) low-intensity
cycling, or (c) high-intensity cycling in filtered air or diesel exhaust. Error bars represent SD. β = significantly different
from pre-exercise in the corresponding exposure, in (a) FA is only significant, in (b) and (c) DE is only significant; f =
significantly different from 2h occurs in DE only;  = significantly greater than FA at the corresponding time point; 
= significantly greater than rest at the corresponding time point (comparing DE only); λ = significantly different from
1 h occurs in DE only.
https://doi.org/10.1371/journal.pone.0192419.g002
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significantly increased, and immediately post and 1 h post-exercise, plasma NOx levels were
significantly higher in DE compared to FA. Additionally, 2 h following 30 min of exposure to
DE, endothelin-1 was significantly lower compared to FA. Irrespective of environmental expo-
sure, we found an effect of exercise intensity on endothelin-1, pre-occlusion artery diameter
and TTP, which all increased following high-intensity exercise, and an effect of time on FMD
which was lower immediately following and 1 hr following exercise/ exposure compared to
prior to exercise/exposure.
Nitric oxide plays an important role in the maintenance of vascular tone and endothelial
function and therefore FMD.[28] In the present study, following low- and high-intensity exer-
cise in DE, plasma NOx (the sum of plasma nitrite and nitrate) levels increased, but as there
were no differences between high-intensity and low-intensity exercise this does not support
our hypothesis that exercise intensity magnified any DE related physiological effects. The
increase in plasma NOx during low- and high-intensity exercise in DE was significantly greater
than immediately post and 1 hour post-exercise in FA. This increase is in accordance with
other studies;[29,30] but given the multiple post-exposure time points, this study provides a
greater resolution of the response of NO end-products following DE exposure over time.
Some authors have suggested that the elevated levels of these NO end-products following DE
exposure may represent an up-regulation of vascular NO generation.[30] The up-regulation
Fig 3. Mean plasma endothelin-1 in 18 recreationally active males pre, post, 1 h- and 2 h- post (a) 30-min of exposure
to filtered air or diesel exhaust (exposure-by-time interaction), or (b) 30-min of rest, low-intensity cycling, or high-
intensity cycling (intensity-by-time interaction). Error bars represent SD. β = significantly greater than pre-exercise
(DE only);  = (a) DE significantly less than FA, (b) Rest and low-intensity significantly less than high-intensity at the
corresponding time point; f = (a) significantly less than 2 h post occurs in FA only, (b) significantly less than 2 h post
occurs in high-intensity only.
https://doi.org/10.1371/journal.pone.0192419.g003
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may have occurred to compensate for the NO that is consumed during a state of increased oxi-
dative stress that results from exposure to air pollution as well as in the maintenance of vascu-
lar tone and blood pressure.[30] In contrast, others suggested that the higher NO end-
products are simply related to higher absorption of oxides of nitrogen present in the DE,[29]
which is supported by studies showing that inhalation of 80 ppm of NO increased blood nitrate
levels fourfold.[31] In the present study, DE used in the exposure contained 7 ppm of NO,
which is more than a magnitude lower than NO exposure studies (80 ppm) [31] and may
explain why plasma NOx levels did not increase during rest. The higher ventilation along with
the resulting four- and sevenfold increase in the inhaled dose of NO during low- and high-
intensity exercise may account for the increase in plasma NOx seen with exercise in DE.
The higher circulating plasma NOx following exercise in DE may not necessarily be benefi-
cial, as DE can result in the production of superoxide,[32] which may then combine with NO
to form powerful oxidants such as peroxynitrite. Additionally, in the presence of exogenous
NO or DE, de novo synthesis of NO is lowered through a down-regulation of endothelial nitric
oxide synthase (eNOS) [33,34] or uncoupling of eNOS.[35,36] The term eNOS uncoupling is
used to describe when eNOS is altered and produces reactive oxygen species such as superox-
ide instead of NO.[37] Therefore, with DE exposure, the uncoupling of eNOS could result in
the production of reactive oxygen or reactive nitrogen species, rather than the production of
NO.[28,38] The higher levels of circulating NOx in the current study may then combine with
reactive oxygen species via redox reactions to form peroxynitrite.[39,40] The interaction of
NO with reactive oxygen species such as superoxide could therefore result in oxidative stress.
A study by Nurkiewicz et al., exposing rats to inhaled titanium dioxide nanoparticles (used as
a surrogate for environmental PM) confirmed this interaction, which led to oxidative stress in
the microvasculature.[28] Despite the study being conducted in rats, it is possible that the
same process occurs in humans; therefore, in the current study, the elevated circulating NOx
due to exogenous NO exposure, as well as a potentially greater superoxide production due to
DE, could cause these molecules to combine which may result in a cascade of oxidative stress.
However, as this study did not directly measure products of oxidative stress it is unclear if the
excess NO would result in oxidative stress.
Endothelin-1 is a vasoconstrictor that opposes the effects on nitric oxide and thus plays a
role in the maintenance of vascular tone.[41] An exposure-by-time interaction showed that at
2 h post-exposure, endothelin-1 was significantly less in DE compared to FA. The decrease in
endothelin-1 is in contrast to others who found that 2 h of exposure to DE during rest either
increased [19] or did not affect endothelin-1 [42] and 1 hour exposure during intermittent
exercise [7] also did not affect endothelin-1. It is possible that the greater endothelin-1 2 h fol-
lowing FA (exposure-by-time interaction) is driven by high-intensity exercise (represented by
an intensity-by-time interaction shown in Fig 3B). Despite endothelin-1 levels 2 h post high-
intensity exercise being greater by 0.2 pg/ml in FA (1.64 vs. 1.44 pg/ml, post-hoc comparison
p = 0.042), as this study did not find a significant three-way interaction effect (exposure-by-
intensity-by-time) these data cannot support the hypothesis that high-intensity exercise in FA
significantly increases endothelin-1 compared to DE. It is unclear why endothelin-1 would be
lower in DE, but it is possible that if the exercise challenge in this study were shorter and more
severe that a post-exercise increase in endothelin might have been observed. Alternatively, as
plasma endothelin-1 may represent the balance of spillover from local release and elimination/
use, the lower concentration of endothelin-1 in DE may represent a greater elimination/use or
binding of endothelin-1 to its receptors, which may ultimately result in vasoconstriction.
Endothelial function plays a role in the development of atherosclerosis [3] and predicts
future cardiovascular events in those with cardiovascular disease [43]. The endothelium typi-
cally responds to short-term increases in shear stress by increasing synthesis of NO and other
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vasodilators that dilate the artery wall [44]. Flow-mediated dilation is a technique used to
assess NO-mediated dilation and endothelial function.
The lack of effect of DE exposure on FMD during rest could be related to the fitness level of
participants. As an example, Brauner et al [16] did not find that exposure to particulate air pol-
lution influenced vascular dysfunction in healthy individuals. Similarly, in mice with slight
atherosclerosis diesel exhaust particle exposure resulted in endothelial dysfunction that did
not occur in normal mice [45]. In the current study participants were fit and healthy, which
could be why they did not experience endothelial dysfunction at rest. In studies such by Mills
et al [7,46], it is unclear how fit participants were, and it is possible that the participants in this
study were more fit that those in the studies by Mills et al., [7,46] and thus has some protection
against air pollution induced endothelial function at rest. Despite their being no effect at rest,
it is still possible to assess the effects during exercise as participants inhaled 4–8 times more
particulate matter than during rest.
Literature on how acute exposure to PM during exercise affects vascular function is con-
flicting. In the current study we found that exercise in DE did not affect FMD which is similar
to the findings of Wauters et al., who demonstrated that moderate exercise in DE did not result
in vascular dysfunction.[13] In contrast, other studies have found that exercise in a high PM1
environment reduced FMD.[11,12] Specifically, Rundell et al. determined that 30 min of exer-
cise in a high PM1 environment at a similarly high intensity reduced FMD [12,15] and Cutru-
fello et al. [11] found that exposure to PM during 26 min of exercise that included a six-minute
maximal bout also decreased FMD. In the current study, participants were exposed to a higher
PNC (61.60 x 104) than participants in the study by Rundell et al.,[12] (14.4 x 104) and Cutru-
fello et al., [11] (33.9 x 104 and 34.5 x 104); despite the higher concentration of particles in the
current study we did not find a reduction in FMD. It is possible that the opposition in findings
is due to methodological differences in how FMD was analysed. In the current study, auto-
mated analysis of continuous video recording was performed of video images, as opposed to
manual analysis of still images in the prior two studies [11,12,15] Based on the above results, it
is challenging to determine how exercise in air pollution containing PM affects vascular endo-
thelial function. One of the major challenges faced when comparing these studies is heteroge-
neity in the methods of assessing vascular function. For example, Wauters et al. [17] measured
microvascular function by assessing the vascular response to sodium nitroprusside and acetyl-
choline following skin heating, while other studies use FMD, measure forearm blood flow in
response to bradykinin, sodium nitroprusside, and acetylcholine, or measure microvascular
function at the fingertip. Although the differing assessment techniques and exercise protocols
make it challenging to draw conclusions about whether exercise in DE impairs vascular func-
tion, the current study does not provide evidence to support this hypothesis.
One limitation within this study is that diesel exhaust chemical composition and particle
size vary significantly with engine type, operating conditions, and fuel formations [47]; there-
fore, the mixture within the current study differs from ambient conditions and other laborato-
ries using DE [24]. Our exposure facility uses a newer engine relative to some older human
exposure facilities and likely it produces particulate matter that is less oxidising than older
models. Therefore, it is possible that some of our study endpoints would be more altered in a
more oxidizing environment. Despite this consideration, DE was chosen as a model air pollu-
tion mixture as it contains both gaseous and particulate pollution and represents a mixture
similar to that in an urban street canyon with significant heavy goods truck traffic. We also
cannot discount that physiological responses will differ with differences in exercise duration,
fitness level and/or health status. We chose a 30 min exercise bout to represent a cycle com-
mute [20]; however, we cannot predict how our results would have been different following
longer duration exercise. We assessed outcome variables following a 20 min resting period
The effects of diesel exhaust and exercise intensity on NOx, endothelin-1 and FMD
PLOS ONE | https://doi.org/10.1371/journal.pone.0192419 February 21, 2018 12 / 16
after the cessation of exercise and for up to 2 h post exercise. Therefore, it also cannot be dis-
counted that exposure to DE could have resulted in physiological changes that occurred prior
to or after the time that they were assessed. In the present study we assessed endothelial depen-
dent dilation and not endothelial independent dilation; it is possible that in the current study
the effects of diesel exhaust on the vasculature could occur independent of the endothelium.
Conclusion
In healthy recreationally active males, we assessed the endothelial responses to 30 min of rest,
low-intensity cycling, and high-intensity cycling with and without DE exposure. Following 30
min of exposure to DE, endothelin-1 was lower compared to FA (2 h post); and following exer-
cise in DE, plasma NOx increased compared to pre-exercise and was significantly higher than
FA. Whereas exercise in DE did not affect FMD or blood pressure. The higher plasma NOx
during both exercise intensities in DE could increase the oxidative stress potential through the
combination of NO with reactive oxygen species.
As DE exposure did not adversely affect endothelial function, the strategy of advising
healthy individuals to moderate or avoid exercise during bouts of high pollution was not sup-
ported by the findings, for these particular endpoints. Since the observed changes were small,
and the exposure concentrations of PM were high, the clinical significance of these findings
remains unknown. Despite this relationship, such research may be important to consider in
clinical populations where the physiological changes observed in this study could be more
significant.
Supporting information
S1 File. Supplementary data file.
(XLSX)
Acknowledgments
The authors would like to thank Jason Brandenburg, Tavinder Ark and Martha Smith for their
assistance with data collection, study design and statistical analysis. The majority of this work
was completed while Luisa Giles was affiliated with the Kinesiology department at UBC, Luisa
Giles is currently affiliated with Douglas College.
Author Contributions
Conceptualization: Luisa V. Giles, Christopher Carlsten, Michael S. Koehle.
Data curation: Luisa V. Giles, Michael S. Koehle.
Formal analysis: Luisa V. Giles, Michael S. Koehle.
Funding acquisition: Luisa V. Giles, Michael S. Koehle.
Investigation: Luisa V. Giles, Scott J. Tebbutt, Christopher Carlsten, Michael S. Koehle.
Methodology: Luisa V. Giles, Scott J. Tebbutt, Christopher Carlsten, Michael S. Koehle.
Project administration: Luisa V. Giles.
Resources: Scott J. Tebbutt, Christopher Carlsten, Michael S. Koehle.
Supervision: Christopher Carlsten, Michael S. Koehle.
The effects of diesel exhaust and exercise intensity on NOx, endothelin-1 and FMD
PLOS ONE | https://doi.org/10.1371/journal.pone.0192419 February 21, 2018 13 / 16
Writing – original draft: Luisa V. Giles, Scott J. Tebbutt, Christopher Carlsten, Michael S.
Koehle.
Writing – review & editing: Luisa V. Giles, Scott J. Tebbutt, Christopher Carlsten, Michael S.
Koehle.
References
1. Deanfield JE, Halcox JP, Rabelink TJ (2007) Endothelial function and dysfunction: testing and clinical
relevance. Circulation 115: 1285–1295. https://doi.org/10.1161/CIRCULATIONAHA.106.652859
PMID: 17353456
2. Endemann DH, Schiffrin EL (2004) Endothelial dysfunction. J Am Soc Nephrol 15: 1983–1992. https://
doi.org/10.1097/01.ASN.0000132474.50966.DA PMID: 15284284
3. Toborek M, Kaiser S (1999) Endothelial cell functions. Relationship to atherogenesis. Basic Res Cardiol
94: 295–314. PMID: 10543305
4. DeSouza CA, Shapiro LF, Clevenger CM, Dinenno FA, Monahan KD, Tanaka H, et al. (2000) Regular
aerobic exercise prevents and restores age-related declines in endothelium-dependent vasodilation in
healthy men. Circulation 102: 1351–1357. PMID: 10993851
5. Gokce N, Vita JA, Bader DS, Sherman DL, Hunter LM, Holbrook M, et al. (2002) Effect of exercise on
upper and lower extremity endothelial function in patients with coronary artery disease. Am J Cardiol
90: 124–127. PMID: 12106840
6. Brook RD, Rajagopalan S, Pope CA 3rd, Brook JR, Bhatnagar A, Diez-Roux AV, et al. (2010) Particu-
late matter air pollution and cardiovascular disease: An update to the scientific statement from the
American Heart Association. Circulation 121: 2331–2378. https://doi.org/10.1161/CIR.
0b013e3181dbece1 PMID: 20458016
7. Mills NL, Tornqvist H, Robinson SD, Gonzalez M, Darnley K, MacNee W, et al. (2005) Diesel exhaust
inhalation causes vascular dysfunction and impaired endogenous fibrinolysis. Circulation 112: 3930–
3936. https://doi.org/10.1161/CIRCULATIONAHA.105.588962 PMID: 16365212
8. Warburton DE, Nicol CW, Bredin SS (2006) Health benefits of physical activity: the evidence. Cmaj
174: 801–809. https://doi.org/10.1503/cmaj.051351 PMID: 16534088
9. Chalupa DC, Morrow PE, Oberdorster G, Utell MJ, Frampton MW (2004) Ultrafine particle deposition in
subjects with asthma. Environ Health Perspect 112: 879–882. PMID: 15175176
10. Daigle CC, Chalupa DC, Gibb FR, Morrow PE, Oberdorster G, Utell MJ, et al. (2003) Ultrafine particle
deposition in humans during rest and exercise. Inhal Toxicol 15: 539–552. https://doi.org/10.1080/
08958370304468 PMID: 12692730
11. Cutrufello PT, Rundell KW, Smoliga JM, Stylianides GA (2011) Inhaled whole exhaust and its effect on
exercise performance and vascular function. Inhal Toxicol 23: 658–667. https://doi.org/10.3109/
08958378.2011.604106 PMID: 21867399
12. Rundell KW, Hoffman JR, Caviston R, Bulbulian R, Hollenbach AM (2007) Inhalation of ultrafine and
fine particulate matter disrupts systemic vascular function. Inhal Toxicol 19: 133–140. https://doi.org/
10.1080/08958370601051727 PMID: 17169860
13. Wauters A, Dreyfuss C, Pochet S, Hendrick P, Berkenboom G, Van De Borne P, et al. (2013) Acute
exposure to diesel exhausts impairs endothelial vasomotor function and nitric oxide bioavailability.
Hypertension 62: 3552–3558.
14. Giles LV, Koehle MS (2014) The health effects of exercising in air pollution. Sports Med 44: 223–249.
https://doi.org/10.1007/s40279-013-0108-z PMID: 24174304
15. Rundell KW, Steigerwald MD, Fisk MZ (2010) Montelukast prevents vascular endothelial dysfunction
from internal combustion exhaust inhalation during exercise. Inhal Toxicol.
16. Brauner EV, Moller P, Barregard L, Dragsted LO, Glasius M, Wahlin P, et al. (2008) Exposure to ambi-
ent concentrations of particulate air pollution does not influence vascular function or inflammatory path-
ways in young healthy individuals. Part Fibre Toxicol 5: 13. https://doi.org/10.1186/1743-8977-5-13
PMID: 18837984
17. Wauters A, Dreyfuss C, Hendrick P, Michils A, Berkenboom G, Van De Borne P, et al. Acute exposure
to diesel exhausts impairs endothelial vasomotor function and nitric oxide bioavailability.; 2012; Brus-
sels Belgium. Acta Cardiologica.
18. Giles LV, Brandenburg JP, Carlsten C, Koehle MS (2014) Physiological Responses to Diesel Exhaust
Exposure Are Modified by Cycling Intensity. Med Sci Sports Exerc 46: 1999–2006. https://doi.org/10.
1249/MSS.0000000000000309 PMID: 24561816
The effects of diesel exhaust and exercise intensity on NOx, endothelin-1 and FMD
PLOS ONE | https://doi.org/10.1371/journal.pone.0192419 February 21, 2018 14 / 16
19. Peretz A, Sullivan JH, Leotta DF, Trenga CA, Sands FN, Allen J, et al. (2008) Diesel exhaust inhalation
elicits acute vasoconstriction in vivo. Environ Health Perspect 116: 937–942. https://doi.org/10.1289/
ehp.11027 PMID: 18629317
20. de Geus B, De Smet S, Nijs J, Meeusen R (2007) Determining the intensity and energy expenditure dur-
ing commuter cycling. Br J Sports Med 41: 8–12. https://doi.org/10.1136/bjsm.2006.027615 PMID:
17021003
21. Peretz A, Leotta DF, Sullivan JH, Trenga CA, Sands FN, Aulet MR, et al. (2007) Flow mediated dilation
of the brachial artery: an investigation of methods requiring further standardization. BMC Cardiovasc
Disord 7: 11. https://doi.org/10.1186/1471-2261-7-11 PMID: 17376239
22. Patrician PA (2002) Multiple imputation for missing data. Res Nurs Health 25: 76–84. PMID: 11807922
23. Goodman C, Rogers GG, Vermaak H, Goodman MR (1985) Biochemical responses during recovery
from maximal and submaximal swimming exercise. Eur J Appl Physiol Occup Physiol 54: 436–441.
PMID: 4065132
24. Birger N, Gould T, Stewart J, Miller MR, Larson T, Carlsten C (2011) The Air Pollution Exposure Labora-
tory (APEL) for controlled human exposure to diesel exhaust and other inhalants: characterization and
comparison to existing facilities. Inhal Toxicol 23: 219–225. https://doi.org/10.3109/08958378.2011.
562256 PMID: 21438706
25. Thijssen DH, van Bemmel MM, Bullens LM, Dawson EA, Hopkins ND, Tinken TM, et al. (2008) The
impact of baseline diameter on flow-mediated dilation differs in young and older humans. Am J Physiol
Heart Circ Physiol 295: H1594–1598. https://doi.org/10.1152/ajpheart.00669.2008 PMID: 18708443
26. Atkinson G, Batterham AM (2013) Allometric scaling of diameter change in the original flow-mediated
dilation protocol. Atherosclerosis 226: 425–427. https://doi.org/10.1016/j.atherosclerosis.2012.11.027
PMID: 23261170
27. West BW, K B. Galecki AT. (2015) Linear Mixed Models A Practical Guide to Using Statistical Software.
CRC Press Taylor and Francis Group.
28. Nurkiewicz TR, Porter DW, Hubbs AF, Stone S, Chen BT, Frazer DG, et al. (2009) Pulmonary nanopar-
ticle exposure disrupts systemic microvascular nitric oxide signaling. Toxicol Sci 110: 191–203. https://
doi.org/10.1093/toxsci/kfp051 PMID: 19270016
29. Knuckles TL, Buntz JG, Paffett M, Channell M, Harmon M, Cherng T, et al. (2011) Formation of vascular
S-nitrosothiols and plasma nitrates/nitrites following inhalation of diesel emissions. J Toxicol Environ
Health A 74: 828–837. https://doi.org/10.1080/15287394.2011.570225 PMID: 21598168
30. Langrish JP, Unosson J, Bosson J, Barath S, Muala A, Blackwell S, et al. (2013) Altered nitric oxide bio-
availability contributes to diesel exhaust inhalation-induced cardiovascular dysfunction in man. J Am
Heart Assoc 2: e004309. https://doi.org/10.1161/JAHA.112.004309 PMID: 23525434
31. Cannon RO 3rd, Schechter AN, Panza JA, Ognibene FP, Pease-Fye ME, Waclawiw MA, et al. (2001)
Effects of inhaled nitric oxide on regional blood flow are consistent with intravascular nitric oxide deliv-
ery. J Clin Invest 108: 279–287. https://doi.org/10.1172/JCI12761 PMID: 11457881
32. Sagai M, Saito H, Ichinose T, Kodama M, Mori Y (1993) Biological effects of diesel exhaust particles. I.
In vitro production of superoxide and in vivo toxicity in mouse. Free Radic Biol Med 14: 37–47. PMID:
8384149
33. Weinberger B, Laskin DL, Heck DE, Laskin JD (2001) The toxicology of inhaled nitric oxide. Toxicol Sci
59: 5–16. PMID: 11134540
34. Buga GM, Griscavage JM, Rogers NE, Ignarro LJ (1993) Negative feedback regulation of endothelial
cell function by nitric oxide. Circ Res 73: 808–812. PMID: 7691429
35. Cherng TW, Campen MJ, Knuckles TL, Gonzalez Bosc L, Kanagy NL (2009) Impairment of coronary
endothelial cell ET(B) receptor function after short-term inhalation exposure to whole diesel emissions.
Am J Physiol Regul Integr Comp Physiol 297: R640–647. https://doi.org/10.1152/ajpregu.90899.2008
PMID: 19535675
36. Knuckles TL, Lund AK, Lucas SN, Campen MJ (2008) Diesel exhaust exposure enhances venocon-
striction via uncoupling of eNOS. Toxicol Appl Pharmacol 230: 346–351. https://doi.org/10.1016/j.taap.
2008.03.010 PMID: 18455212
37. Yang YM, Huang A, Kaley G, Sun D (2009) eNOS uncoupling and endothelial dysfunction in aged ves-
sels. Am J Physiol Heart Circ Physiol 297: H1829–1836. https://doi.org/10.1152/ajpheart.00230.2009
PMID: 19767531
38. Sun Q, Yue P, Ying Z, Cardounel AJ, Brook RD, Devlin R, et al. (2008) Air pollution exposure potenti-
ates hypertension through reactive oxygen species-mediated activation of Rho/ROCK. Arterioscler
Thromb Vasc Biol 28: 1760–1766. https://doi.org/10.1161/ATVBAHA.108.166967 PMID: 18599801
39. Rakhit RD, Marber MS (2001) Nitric oxide: an emerging role in cardioprotection? Heart 86: 368–372.
https://doi.org/10.1136/heart.86.4.368 PMID: 11559670
The effects of diesel exhaust and exercise intensity on NOx, endothelin-1 and FMD
PLOS ONE | https://doi.org/10.1371/journal.pone.0192419 February 21, 2018 15 / 16
40. Wilcox CS (2003) Redox regulation of the afferent arteriole and tubuloglomerular feedback. Acta Phy-
siol Scand 179: 217–223. https://doi.org/10.1046/j.0001-6772.2003.01205.x PMID: 14616237
41. Haynes WG, Webb DJ (1994) Contribution of endogenous generation of endothelin-1 to basal vascular
tone. Lancet 344: 852–854. PMID: 7916401
42. Langrish JP, Lundback M, Mills NL, Johnston NR, Webb DJ, Sandstrom T, et al. (2009) Contribution of
endothelin 1 to the vascular effects of diesel exhaust inhalation in humans. Hypertension 54: 910–915.
https://doi.org/10.1161/HYPERTENSIONAHA.109.135947 PMID: 19687345
43. Neunteufl T, Priglinger U, Heher S, Zehetgruber M, Soregi G, Lehr S, et al. (2000) Effects of vitamin E
on chronic and acute endothelial dysfunction in smokers. J Am Coll Cardiol 35: 277–283. PMID:
10676670
44. Vita JA, Treasure CB, Ganz P, Cox DA, Fish RD, Selwyn AP (1989) Control of shear stress in the
epicardial coronary arteries of humans: impairment by atherosclerosis. J Am Coll Cardiol 14: 1193–
1199. PMID: 2681321
45. Hansen CS, Sheykhzade M, Moller P, Folkmann JK, Amtorp O, Jonassen T, et al. (2007) Diesel
exhaust particles induce endothelial dysfunction in apoE-/- mice. Toxicol Appl Pharmacol 219: 24–32.
https://doi.org/10.1016/j.taap.2006.10.032 PMID: 17234226
46. Mills NL, Miller MR, Lucking AJ, Beveridge J, Flint L, Boere AJ, et al. (2011) Combustion-derived nano-
particulate induces the adverse vascular effects of diesel exhaust inhalation. Eur Heart J 32: 2660–
2671. https://doi.org/10.1093/eurheartj/ehr195 PMID: 21753226
47. US EPA (2002) Health Assessment Document for Diesel Engine Exhaust.
The effects of diesel exhaust and exercise intensity on NOx, endothelin-1 and FMD
PLOS ONE | https://doi.org/10.1371/journal.pone.0192419 February 21, 2018 16 / 16
